Introduction
Conventional treatment modalities for head and neck cancer are surgery, radiotherapy and/or chemotherapy.
These treatment modalities for head and neck cancer have not greatly improved the survival rate of patients. [1] Local and/or regional recurrence develops in approximately one-third of the patients despite definite treatment. [1] In patients with distant metastasis, recurrence is often considered as incurable. The failure to conventional therapy occurs because in case of extensively large tumors it may be difficult to clear the margins or some tumors are remarkably resistant to radiotherapy or chemotherapy. Unacceptable degree of toxicity and bystander damage to normal tissue occurs if we increase the dose of radiation or chemotherapeutic drug. [2] Combinations of current treatment modalities have been moderately successful, but often these combination therapies cause unacceptable toxicity without increasing the survival rate of patients. [2] The major drawback for this conventional treatment is a lack of specificity for the tumor cells and toxicity to the normal tissues.
Recent advances in molecular biology have documented the role of gene therapy in tumorogenesis.
Gene therapy has potential to target cancer cells while sparing normal cell. The clinical application of the gene therapy for the treatment of head and neck cancer will require optimization of gene delivery in conjunction with determination of transfection efficiency. Gene therapy can be defined as "gene transfer for the purpose of treating human disease, this includes the transfer of new genetic material as well as manipulation of the existing genetic material." [1] In case of malignancy, with the help of gene therapy oncogenes can be targeted without damaging the normal cells. The aim of this article is to give you an overview of the current status of the gene therapy for head and neck cancer.
Gene Therapy Approaches for Head and Neck Cancer
Targeting the specific genetic lesions responsible for carcinogenesis and cancer progression is an attractive strategy for developing more effective anticancer therapeutics and reducing treatment related toxicity.
Bali, et al.: Gene therapy overview
Any one of a battery of known genes expressed at the right site and at appropriate levels can be very effective for selectively killing cancer cells. Although systemic administration is theoretically desirable to address metastatic disease, gene therapy has not yet been shown to be suitable for systemic delivery in cancer patients.
The head and neck cancer is an appropriate target for gene therapy because primary and recurrent lesions are readily accessible for injection or application of the agent.
There are several general strategies utilized in a gene therapy approach to cancer, including.
Gene addition therapy
The regulation of tumor growth is achieved in this approach by introducing tumor suppressor genes that inactivate carcinogenic cells. [3] Cancer cells generally demonstrate impaired cell cycle progression, largely due to mutation and over expression of cell cycle regulators. [4] Several genetic alterations have been reported in the head and neck cancer including mutation of P 53 , the retinoblastoma gene (Rb1), P 16 and P 27 . Adult cells are normally maintained in either G 0 or G 1 stage of cell cycle by a signal from Rb pathway and P 53 pathway. [2] The tumor suppressor genes (P 53 , P 16 and P 27 ) and protein products of several proto-oncogenes plays a significant role in this pathway. Mutation in some of these genes may leads to cancer by eliminating tight control of cell proliferation.
The Rb protein regulate the release from G 1 phase, whereas P 53 dictate whether cell cycle will be arrested in response to stress or deoxyribonucleic acid (DNA) damage or whether cell cycle will be directed to undergo apoptosis. [2] Since the protein P 53 plays an important role in cell cycle and in apoptosis, it was tested in patients with squamous cell carcinoma by injecting directly into the tumor with an adenoviral vector expressing wild type P 53 .
Various randomized studies of adenoviral P 53 are presently underway to determine its role as a surgical adjuvant and in combination with DNA damaging agents. [5] [6] [7] P 27 gene was also found to inhibit the cell cycle of tumor cells. It acts by inducing apoptosis and triggering the suppression of tumor growth. Mutation of gene P 27 has been demonstrated to highly related with the appearance of tongue cancer. [8] [9] [10] Other tumor suppressor gene, which were used for gene therapy are Rb gene, melanoma differentiation associated gene-7. Their anti-tumor and pro-apoptotic response is similar to those of interleukin-24 (IL-24), a Th1 cytokines that triggers an anti-tumor and pro-apoptotic response in the immune system. [1, [11] [12] [13] 
Cancer gene therapy using oncolytic viruses
One of the most promising gene therapy approaches is the use of viruses that replicate only in tumor cells, designated oncolytic viruses. [3] Viruses commonly used in gene therapy include, retroviruses, adenoviruses and herpes viruses. [14] The use of oncolytic viruses emerged from the discovery of adenoviruses lacking E1B, which do not grow in normal cells, but grew in cells without P 53 gene, one of the most common characteristics of the tumor cells. [15, 16] Retroviruses are ribonucleic acid (RNA) viruses that undergo reverse transcription after infecting a cell, thereby producing double stranded DNA. DNA integrated into the host genome will pass copies of genes to all the subsequent generations. [17, 18] There are strategies such as ex vivo transduction of leukocytes with drug resistant genes, for which retrovirus could be well suited. Large multinational glioma trials has been performed with a murine retrovirus coding for herpes simplex virus type 1 thymidine kinase (HSV-1-TK) followed by intravenous ganciclovir treatment. This treatment modality has shown some evidence of efficacy. Herpes viruses were the among the first replication competent viruses utilized for cancer treatment. Most herpes virus vectors are developed from strains of HSV-1. [19] When HSV-1 infected a cell it replicate within the cell, causes cell lyses and infection of the surrounding cells. A replication -conditional mutant of HSV has been shown to elicit anti-tumor response in preclinical models of glioma and metastatic colon cancer. [19] Two vectors, G207 and NV1020 are currently in Phase 1 and Phase 2 trials for the treatment of oral cancer. G207 is mutated so that it has attenuated neurovirulence and cannot replicate in non-dividing cells. NV1020, a derivative originally used for vaccine studies, has multiple mutations including a deletion in TK region and a deletion across the long and short component of the genome and an insertion of the TK gene under the control of the α 4 promoters. [20] [21] [22] [23] Adenovirus is an oncolytic virus, which can be designed to replicate selectively in cancer cells and kill them by lysis. [1] The DNA of adenovirus does not integrate into the host genome and thus its effects are transient. Therefore, multiple administrations of the vectors are usually required, in addition infection of most dividing and quiescent cell types occurs with unparalleled efficiency and the genome can accommodate relatively larger payloads. [1] The most notable adenoviral therapy is the ONYX-015 viral therapy. [24] Adenovirus ONYX-015 has been engineered to lack the viral E1B protein. In the absence of E1B protein, the virus is unable to replicate in healthy cell with a normal P 53 pathways. Due to mutations, cancer cells often have a deficiency in P 53 pathway and thus allow ONYX-015 to replicate and lyses the cell.
ONYX-015 has been tested in Phase 1 and 2 trials on squamous cell carcinoma of head and neck that resulted in tumor regression, which correlate to the P 53 status of the tumor. Phase 2 trials of ONYX-015 in combination with chemotherapy has demonstrated even better response and have led to a Phase 3 study. [25] [26] [27] [28] [29] The presence of cytokines, IL-6, tumor necrosis factor-α (TNF-α), IL-10 and interferon-gamma (IFN-ϒ) is observed at 24 h after ONYX-015 administration. IFN-ϒ level increased after 4 days while TNF-α level increased after 6 h, thereby contributing toward the appearance of immune response to the tumor. [30, 31] Researchers have reported on the anti-tumor efficiency of the intravenous administration of oncolytic adenovirus OAS403. In 7-10 days, cytotoxicity appeared in tumor cells. This adenovirus is active in tumor with abnormal Rb protein and abnormality in the regulation of telomerase expression. The combination of OAS403 with conventional chemotherapeutic agent increased the anti-tumor efficacy in pre-clinical studies and Phase 3 trials are now underway. [32] [33] [34] [35] Ongoing clinical trials on oncolytic viral therapy are given in Table 1 .
Immunotherapy
In the immunotherapy either the immunogenic potential of tumor cells is increased and/or the patient's immune response to a tumor is augmented. Immunotherapy has been tried for cancer treatment for over 100 years. [1] However limited success has been achieved as cancer cells tend to evolve mechanism that evades immune detection. [36] [37] [38] Patients with head and neck squamous Animal studies have shown that IL-2 administration activate T-lymphocytes and NK cells that in turn activate TNF-α, triggered by strong tumor inhibition effect. [39] Mechanisms to increase the sensitivity of the tumor to normal therapeutic processes are under investigation. Suppression of nuclear factor kappa beta activates the anti-apoptotic proteins, TNF, TNF receptor-associated factor-1 (TRAF-1), TRAF-2, cellular inhibitor of apoptosis protein-1. [40, 41] Currently, gene therapy is being used to create recombinant cancer vaccine. These vaccines are not meant to prevent disease, but cure or curtain it by training the patient's immune system to recognize the cancer cells. There are different types of cancer vaccines at the different phase of clinical trials [42] [ Tables 2 and 3 New advances and precise knowledge of the requirement for the generation of cellular immune response to tumor antigen will likely provide powerful, non-individualized cell free vaccine in the near future. [42] [43] [44] 
Suicide gene therapy
Suicide gene therapy is also termed as gene directed enzyme pro-drug therapy and this approach has attracted increasing attention. The basic principle behind the suicide gene therapy is the selective intratumoral activation of a non-toxic drug by specific transfer of the activating transgene into tumor cells. [45] This approach encompasses several therapeutic systems, but HSV-TK is most extensively utilized. This gene encodes a viral enzyme that phosphorylates ganciclovir into a monophosphate form, which is then phosphorylated by intracellular enzyme into an active triphosphate compound that terminate DNA synthesis. [46, 47] Suicide gene therapy can also use adenovirus. Adeno-associated virus (AAV) mediated delivery of the HSV-TK gene can selectively kill α-fetoprotein positive hepatocellular carcinoma cells in a mouse model and a bystander effect was demonstrated followed by the administration of the ganciclovir. [34, 48] Similar in vivo therapeutic effect of Bali, et al.: Gene therapy overview AAV-mediated delivery of HSV-TK gene has also been reported in an experimental glioma model and a human squamous cell carcinoma. [49, 50] Considerable knowledge is now available on genes that contribute toward resistance against chemotherapy, including multidrug resistance protein 1 (MDR1), multidrug related protein, dihydrofolate reductase. [35] MDR is associated with over expression of the P-glycoprotein.
It is a 170-kDa transmembrane ATPase that export chemotherapeutic drug from cells. [51, 52] Li et al. has used self-complementary vectors scAAV to successfully deliver hairpin small interfering RNA (siRNA) into This study is currently recruiting participants GM-CSF: Granulocyte macrophage-colony stimulating factor, MV-NIS: Measles virus encoding the human thyroidal sodium iodide symporter MDR human breast cancer and oral cancer cells. [52] It dramatically reduces P-glycoprotein expression levels resulting in substantial reversal of the MDR phenotype in the cells. One of the major drawbacks of the suicide gene therapy is transfection efficiency. [1] However, a high percentage of transfected cells do not appear to be required in vivo due to the ability of transfected tumor cells to induce cell death in neighboring transfected cells (bystander effect). [1] Ongoing clinical trials on suicide gene therapy are given in Table 4 .
Antisense RNA
The activity of several known oncogenes including myc, fos and ras and certain viruses such as HSV-1, human papillomavirus and human T-lymphotropic virus type I can be inhibited by antisense RNA. [3] Antisense RNA is a complimentary strand of the DNA. Gene expression can usually be inhibited by the RNA. [1] Inhibition of expression of theses oncogenes may alter the phenotype, thus abrogating tumor growth. [1] Conventional use of this technique is limited by the difficulty of introducing a sufficient quantity of antisense molecules to inhibit tumor growth. To overcome this drawback, powerful promoters are being used. [53] Preclinical studies using antisense RNA promoters demonstrated a powerful anti-tumor effect with minimal toxicity. [54] A phase-1 study in patients with advanced oral cancer is underway to determine the safety and biological effect of liposome mediated intratumoral epidermal growth factor receptor antisense gene therapy. Results have been positive, showing a low toxicity and high efficacy. [54] [55] RNAi-based gene therapy has been used to treat age related molecular degeneration and respiratory syncytial viral infection. [55] The application of RNAi-based gene therapy for cancer is in the preclinical stage.
Although RNAi-based gene therapy has been confirmed efficacious, improvements are required and a number of challenges must be addressed to realize its full potential.
Conclusion
As shown in this review, cancer gene therapy has been shown to be effective in initial clinical trials. As our understanding of the molecular mechanism of cancer increases, it is possible to exploit these principles to target tumor cells selectively. Very soon it may contribute a definitive treatment for head and neck cancers that will offer great effectiveness compared with current therapies and will markedly reduce the high mortality associated with these lesions. Gene therapy is now moving from 
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